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PRESERVATION COMPOSITIONS AND 
METHODS FOR MUSHROOMS 

This application ciaiins the benefit of co-pending U,S, 
Provisioaai Patent Application Scr. No. 60/060.670 filed 
Oct- 2, 1997. 

FIELD OF THE INVENTION 

The present inventioo relates generally to methods for 
retarding bacterial spoilage and other unwanted quality 
changes in fresh and processed mushrooms that are inteaded 
for ingestion by humans and lower animals, and more 
specificaJiy to preservative compositions, especially those 
employing a pH of 9.0 or above as part of the process, which 
are especially suitable for practicing Said methods. 

BACKGROUND OF THE INTVENTION 

Consumers identify whiteness and cleanliness of fresh 
white button mushrooms {Agaricus bisporus) as the princi- 
pal factors determining the quality thereof (McCoaneU, 
1991; Beelraan. 1987; Schisier. 1983; Barendse, 1984; 
Wuest. 1981). Consumers prefer to purchase mushrooms 
which are bright white and free of casing material, compost, 
or crtber unwanted particuiate contaminants clingiDg to the 
surfaces thereof (McConnell. 1991). 

Coromerciai mushroom cultivation practices, typically 
growing mushrooms in straw-bedded horse roanure coropost 
covered with a line layer of peat or other "casing material," 
yields mushrooms with unwanted particulate contaminants 
clinging to the mushroom cap and other surfaces, giving aa 
undesirable appearance (McConneli, 1991). Moreover, 
mushrooms are typically harvested by hand, introducing a 
source of contamination with fluorescent pseudomonads and 
other spoilage organisms, leading to accelerated tissue decay 
and discoloration' (McConoell. 1991). 

Mushroom discoloration (browning and purple blotch) 
occurs when a polyphenol oxidase enzyme (tyrosinase), 
which Qaturally occurs at high levels in mushroom cap 
cuhcle (surface) tissue, interacts with phenolic substrates, 
also naturally occuning in mushroom tissue, to produce the 
brown pigment melanin. In healthy, intact mushroom tissue, 
the enzyme and its substrates are located in separate sub- 
cellular compartments, and are therefore preveated from 
reacting to 'form colored pigments. Unfortunately, mush- 
room tissue is highly susceptible to damage by bacterial 
action or by physical handling, and this damage allows the 
browning enzyme and its substrates to ititeract, resulting in 
unwanted color diaages in the mushroom tissue. 

It would be highly desirable, therefore, to provide a 
commercial, toxicologically acceptable preservative treat- 
ment to prevent bacterial damage to mushroom tissue, 
indirectly preventing discoloration, and to inhibit cUrectly 
the polyphenol oxidase-mcdiated browning reaction. 
Moreover. XL would be especially desirable to introduce these 
preservatives to mushrooms in the form of a spray or wash 
which would remove con^wst. casing material, and other 
unwanted particulate material clixig to mushroom surfaces. 

Prior to 1986. aqueous solutions of sulfite, particularly 
sodium metalMsuifite, were used to wash muslu-ooras for the 
purpose of removing unwanted particuiate matter, and to 
enhance mushroom whiteness. In 1986, however, tfie U.S. 
FDA banned the application of sulfite compounds to fresh 
mushrooms, chie to severe allergic reactions to sulfites 
among certain asttui^atics. 

Following the ban on sulfite compounds for processing of 
fresh mushrooim. there have been several efforts to develop 
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wash solutions for use as a suitable replacement for sulfites. 
While sulfite treatment yields mushrooms of exceileot initial 
whiteness and overall quality, it does not inhibit the growth 
of spoilage bacteria. Therefore, the quality ii^rovement 

5 brought about by sulfite use is transitory. After 3 days of 
refrigerated storage, bacterial decay of sulfitcd mushrooms 
becomes evident Traditionally, this was not a concern to 
mushroom growers, because sulfite washes were 
inexpensive, effective at removing unwanted j^culates. 

10 and gave excellent initial quality. 

The banning of sulfite washes, however, gave researchers 
incentive not only to find a suitable sulfite replacement, but 
also to iinprove upon sulfite washes by developing a pre- 
servative treatment whidi would extend washed mushroom 

^■5 shelf life beyond that attainable by sulfiting. and which 
would improve storage quality over that of sulfited mush- 
rooms. McCooncll (1991) developed an aqueous preserva- 
tive wash solution containing 10,000 parts per million (ppm) 
hydrogen peroxide and 1000 ppm calcium disodium EDTA, 

20 The hydrogen peroxide serves as an aniiraicrobial agent, 
while EDTA enhances antimicrobial activity and directly 
interferes with the eozymatic browning reactions. Copper is 
a ftiiictioflal cofactor of the mushroom browning enzyme, 
tyrosinase, and tyrosinase activity is d^endent upon copper 

25 availability. EDTA binds copper more readily than does 
tyrosinase, thereby sequestering copper and reducing tyro- 
sinase activity and associated discoloration of mushroom 
tissue. 

Hydrogen peroxide acts as a bactericide by causing oxi- 
dative damage to DNA and other cellular constituents. 
Sapers (1994) adapted McConneli^s (1991) hydrogen per- 
oxide treatment, mcorporatiag hy<frogen peroxide Into a 
two-stage mushroom wash, employing 10,000 ppm hydro- 
gen peroxide in the first stage and 2.25% or 4.5% sodium 
erythorbate. 0.2% cysteine-HCL, and 500 ppm or 1000 ppm 
EDTA in aqueous solution in the second stage. Hydrogen 
peroxide treatments typically yielded mushrooms nearly as 
white as sulfited mushrooms initially, and whiteness sur- 
passed that of suifited mushrooms after 1-2 days of storage 
at 12'^ C, and shelf life was dramatically improved 
(McConnell, 1991). Hydrogen peroxide, however, is not 
currently approved for treatment of fresh produce. More 
efficacy and safety data are required. Moreover, as the 
browning reaction itself is oxidative, it would be advanU- 
geous to enq>loy a non-oxidative ageat. rather than a strong 
oxidizer such as hydrogen peroxide, for controlling bacterial 
growth. 

SUMMARY OF THE INVENTtON 

SO 

The present invention provides a sulfite alternative 
employing high pH (preferably 10.5-U.O) to control bac- 
terial growth on mushrooms, and browning inhibitors to 
minimize enzymatic browning of mushroom tissue. 

55 High pH (9.0 or above) has been shown to be effective for 
controlling the growth of bacteria in egg washwater 
(Catalano and Knabei, 1994). The present inventton adapts 
high-pH solutions as an antiraicrcfcial wash treatment for 
fresh mushrooms, to prevent bacterial decay of mushrowa 

60 tissue and resultant tissue browning. With their high sus- 
ceptibility to tissue damage, mushrooms represent a unique 

. application of high-pH preservative treatments. Solution 
exposure time must be carefully controlled, to optumze 
bacterial destruction while avoiding counterproductive over- 

6S exposure of mushrooms to exfremes of pH, resulting in 
chemical damage to tissue. Thus, the present invention 
comprises a multiple (two- or diree-) stage wash procedure. 
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with an initial high-pH antimicrobial step, followed by one 
or more pH neutralization/browning inhibitor washes, with 
an erythorbic acid/sodium erythorbate buffer with EDTA 
added, for example. 

The present invention provides a high-pH treatment for 5 
the control of bacterial spoilage of mushrooms. A first-stage. 
high-pH wash destroys bacteria, but might also directly 
damage mushroom tissue. This is avoided, however, if 
mushroom exposure time to the high-pH solution is brief 
and IS followed immediately by a second-stage neutraliza- 
uon buffer, consisting prmiarily of the enzymatic browning 
mhibttors erythorbic acid and sodium erythorbate. 

Solutions of varying concentrations of trisodium phos- 
phace (TSP) or sodium bicarbonate were adjusted to pH 11.0 
and reacted with equal volumes of erythorbic acid/sodium 
erythorbate browning inhibitor solutions, to screen for com- 
binaUons yielding a final pH in the mushroom physiological 
range Solutions with the desired buffering capacities were 
screened tor effectiveness in vivo in mushroom washing 
trials Reflectance colorimetry and visual inspection for 
bacterial blotch and other defects were used to determine 20 
mushroom quality A 0.05 M sodium bicarbonate buffer wash 
at pH 10.5-11.0. followed by a Q.6% erythorbic add/2.4% 
sodium erythorbate wash yielded initial quality nearly as 
high as that obtained by sulfite treatment, and far exceeded 
the performance of sulfite treatment on days 3, 6. and 9 of 25 
storage. 

With the pH 1 1.0/3% erythorbate treatment as a starting 
point, further experiments were designed to optimize the 
process, examining the effects of varying mushroom expo- 
sure Ome to wash solutions, varying solution temperatures, 30 
and the addition of EDTA and calcium chloride to the 
second-stage wash solution. Optimum mushroom quality 
and shelf life were obtained when mushrooms were washed 
in the high-pH solution for 30s at 25'' C. and in the 
erythorbic acid/sodium erythorbate solution for 60s at 10*^ C. 
Addition of 1000 ppm calcium-disodium EDTA and 1000 
ppra calcium chloride to the second-stage wash further 
improved mushroom quality. The high-pH/erythorbate treat- 
ment with EDTA and calcium chloride equaled or exceeded 
the initial quality yielded by sulfite treatment, and far 
exceeded the performance of sulfite treatment on days 3,6,^ 
and 9 of storage. This optimized high-pH treatment also 
equaled or exceeded the performance of a hydrogen 
peroxide/EDTA treatment on each day of evaluation, and 
was as effective as an antiraiaobial. 

In addition to improving the quality and shelf life of fresh 45 
mushrooms, the high pH/erythorbate wash treatment has 
applications in canning and m freezing. High-pH treatment 
prior to canning resulted in better (lighter) color than did 
sulfite or water washing before canning. Mushrooms treated 
with high pH prior to freezing were much whiter throughout 50 
frozen storage than mushrooms washed in water or a sodium 
sulfite solution. 

A principal objective of the present invention is to provide 
a practical wash treatment that will yield mushrooms as 
white as sulfite- treated mushrooms initially, while also sup- 55 
pressing bacterial growth, extending shelf life, and improv- 
ing storage quality. 

It IS a principal object of the present invention to apply . 
high pH bactencidai solutions to mushrooms followed by 
neutralization of mushroom pH and introduction of brown- ^ 
ing inhibitors, to prevent bacterial decay and mushroom 
tissue discoloration. 

BRIEF DESCRIFnON OF THE DRAWING ' 

FIGURES 65 
FIG. 1 is a chart illustrating the effect of adding EDTA and 
calcium chloride to the second- stage wash solution of the 
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high-pH treatment. Within each day, treatments with the 
same letter arc not different at p<0.05, 

FIG. 2 is a chart iUustrating the effect of retention time in 
wash solution on color of hybrid off-white mushrooms. 
WiUm each day, treatments with the same letter are not 
significantly different at the 5% level 

FIG. 3 is a chart illustrating the effect of retention times 
in wash solutions on the color of hybrid off-white mush- 
rooms. Slopes with the same letter are not significantly 
different at the 5% level 

FIG. 4 is a chart iilustratiag the effect of wash solution 
temperature on the quality of hybrid off-white mushrooms. 
Within each day. treatments with the same letter are not 
significantly different at the 5% level 

FIG. 5 is a chart illustrating the effect of wash solution 
temperatures on the quality of hybrid off-white mushrooms. 
Slopes with the same letter are not significantly different at 
the 5% level 

FIG. 6 is a chart illustrating the effect of first- stage wash 
solution pH on the color of hybrid off-white mushrooms. 
Within each day, treattnents with the same letter are not 
significantly different at the 5% level 

FIG. 7 is a chart illustrating the effect of first-stage wash 
solution pH on the color of hybrid off-white mushrooms. 
Slopes with the same letters (within parentheses) are not 
different at p<0.05. 

FIG. 8 is a chart IUustrating the effect of first-stage wash 
solution pH on the cold" of hybrid off-white mushrooms. 
Within each day. treatments with the same letter are not 
significantly different at the 5% level 

FIG. 9 is a chart illustrating the effect of first-stage wash 
solution buffering capacity on hybrid off-white mushroom 
color. Slopes with the same letter are not significantly 
different at p<0.05. 

FIG. 10 is a chart illustrating the effect of erythorbic 
acid/sodium erythorbate concentration on color of hybrid 
off-white mushrooms. Within each day, treatments with the 
same letter are not significantly different at the 5% level 

FIG. 11 is a chart iUustrating the effect of erythorbic 
acid/sodium erythorbate concentration of hybrid off-white 
mushrooms. Slopes with the same letter are not different at 
the 5% level. 

FIG. 12 is a chart iUustrating the comparison of aerobic 
plate count on mushrooms from four different treatments. 
Withm each day of evaluation, treatments with the same 
letter were not different at the 5% level. 

FIG. 13 is a chart iUustrating the effect of mushroom 
holding times in wash solutions and solution temperatures 
on aerobic plate counts. Within each day. treatments with the 
same letter were not different at the 5% level 

FIG- 14 is a chart illustrating the effectiveness of high-pH. 
sulfite, and water wash treatments at maintaining whiteness. 
Within each day, freatments with the same letter were not 
different at the 5% level 

FIG. IS is a chart Ulustrating the effectiveness of high-pH. 
sulfite, and water wash treatments at maintaining whiteness 
over time. The slope with the asterisk is different from the 
others at the 5% level. 

FIG. 16 is a chart illustrating the effectiveness of three 
treatments at maximizing whiteness of canned mushrooms, 
after one week of storage. Treatments with the same letter 
are not different at the 5% level 

FIG. 17 is a chart iUustrating the canning yield of three 
treatments, expressed on a fresh weight basis. Treatments 
with the same letter are not different at the 5% level 
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FIG. 18 is a chart lilustraling the effectiveness of three 
wash treatments at maintaining whiteness of mushrooms 
stored at -10 C. Within each week, treatments with the same 
letter were not different at the 5% level. 

FIG. 19 is a chart illustrating the effectiveness of three 
wash treatments at maintaining whiteness of mushrooms 
stored at -10 C. Within each week, treatments with the same 
letter were not different at the 5% level. 

FIG. 20 is a chart illustrating the change in mushroom 
color with re-use of wash solutions. The sulfite treatment 
showed a decline in color, while the high-pH treatment did 
not. at the 5% level. 

DETAILED DESCRIFnON OF THE 
PREFERRED EMBODIMENTS 

Harvesting of the Mushrooms 

Hybrid off-white (Ul) mushrooms were grown at the 
Mushroom Test Demonstration Facility (MTDF) of the 
Pennsylvania State Umversity, on traditional horse manure- 
based compost, using standard MTDF practice. Mushrooms 
were harvested early in the morning on the day of each 
experiment. Twice as many mushrooms as were needed for 
washing were obtained from those picked. Mushrooms were 
selected for washing based on size, freedom from major 
blemishes (bruising, gouges), disease (blotch or 
verticiUium). and for maturity (unstretched veils). Only first 
and second flush mushrooms were used; and, within a given 
experiment, mushrooms were obtained from a single flush 
and growing room. Mushrooms were stored at 4" C, ran- 
domly assigned to treatment lots, and washed within 8 hours 
of picking. Almost all of the wash treatments tested con- 
sisted of two stages: a first-stage, high-pH antimicrobial 
wash (typically, a pH 10.0-11.0 sodium bicait»onate buffer), 
followed by a second-stage neutralization and preservative 
wash (typically, a mixture of erythorbic acid, sodium 
erythorbate, calcium chloride, and EDTA). Since high pH 
was employed as the principal antimicrobial factor, it was 
necessary to neutralize pH in the second wash stage, to 
minimize mushroom tissue damage and resultant accelera- 
tion of enzymatic browning. 

Initially, two solutions were prepared at pH 11.0, the 
minimum suggested pH for useful antimicrobial action: a 
0.05M sodium bicarbonate solution (pH 8.25) adjusted to 
pH 11.0 with l.ON sodium hydroxide, and a 1% tribasic 
sodium phosphate solution (pH 11.74) adjusted to pH 11.0 
with 42.5% phosphoric acid. 

Second stage, neutralization solutions were prepared from 
stock solutions of 1%, 2% 3%. and 4%. each, of erythorbic 
acid and sodium erythorbate. The pH of these stock solu- 
tions was measured singly and in varying erythorbic add- 
: sodium erythorbate ratios, to give several different formu- 
lations at each total solute concentration (1%, 2%, 3%, and 
4%). 

Neutralization solutions were then combined with equal 
volumes of pH 11.0 solutions, and the final pH of each 
mixture was recorded. Results were screened for combina- 
tions yielding final pH in the range of 6,50-8.00. i.e., close 
to mushroom physiological pH, approximately 6.5. Neutral- 
ization solutions tested are given in Table 1, with pH 
measurements alone and m mixture with equal volumes of 
pH 11.0 solutions. All pH measurements were made using a 
Beckman <t> 40 pH meter (Becfcman Instruments, Inc., 
Fullerton. Calif.) standardized with Fisher Certified ACS pH 
4, 7. and 10 buffers (Fisher Scientific. Inc., Fair Lawn. N,J.). 
Solutions yielding final pH within the target range were then 
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used in mushroom washing trials, to determine effectiveness 
at maximizing sheff life and optimizing mushroom color 
(whiteness), 

5 Washing Procedure 

Treatment solutions were prepared with deionized 
(reverse-osmosis) water and allowed to equilibrate to the 
desired temperature immediately before washing. Typically, 
the first, high-pH stage of a two-stage wash treatment was 
adjusted to 25"* C, while the second, neutralization stage 
was chilled to 10*" C. Chemical compounds used in wash 
solutions are listed in Table 2, Excq>t in expenments where 
wash duration was an experimental variable, total washing 
time was 90 seconds: 30 seconds for stage one, and 60 
seconds for stage two of two-stage, high-pH treatments, and 
90 seconds for single-stage sulfite and deionized (reverse- 
osmosis) water control lots. 

Mushrooms were washed in 3. 5 -liter polyethylene 

2Q buckets, at the ratio of 300 g mushrooms per liter of wash 
solution, agitated gently by hand, using a stainless steel 
slotted mixing spoon, at the rate of 30 times per minute, and 
drained in polyethylene colanders. Control mushrooms, 
treated with a single-stage wash, were transferred to colan- 

25 ders after 30 seconds and immediately re-immersed in the 
wash solution, to simulate the handling of mushrooms in 
two-stage treatments. 

Washed mushrooms were drained for 5 minutes at room 
temperature, and colanders were placed in '/e-size brown 

30 paper grocery bags, to prevent excessive moishire loss 
during overnight holding, making sure that bags did not 
come into contact with mushrooms. Bags were folded over 
10-12 cm from the top, to close, and bagged mushrooms 
were placed in a 4** C. cooler and held overnight before 

33 overwrap packaging and initial color detCTmioation. 

Packaging 

After overnight storage at 4° C mushrooms were 
removed from bags, and each treatment lot was randomly 
^ divided into four sublets of six caps each, labeled "Day 0,** 
"Day 3, ""Day 6," and "Day 9." Mushrooms were then 
packaged by sublot. caps up, in Hnear-polystyrene tills. "Day 
0" mushrooms were evaluated immediately, and the remain- 
ing tills were overwrappcd with 60-gauge, PWMF Vitafilm 
polyvinyichloride film (The Goodyear Tire and Rubber Co.. 
Akron, Ohio), for shelf-life evaluation after 3, 6, and 9 days 
of storage. A mild heat-sealing treatment was applied to the 
overwrap. Two 3 -mm holes were made through the 
overwrap, at opposite corners of each package, using self- 
adhesive labels applied to the overwrap to keep the holes 
open, to ensure that an aerobic environment was maintained 
during storage. 

Day 3. 6, and 9 sublets were stored in a 12* C. environ- 
mental chamber (Lunaire Environmental, Inc., 
Williamsport Pa.), with four packages per treatment for 
sampling on each day of sheff-Ufe evaluation. 

Color Measurements 

60 Wash treatment effectiveness at maintaining whiteness 
and retarding post-harvest browning was determined by 
measuring mushroom cap color on days 0, 3, 6. and 9 of 
storage. Color was measured at three locations on the 
surface of each mushroom cap, using a tristimulus calorim- 

65 eter (Chromameter Model CR-2(K), Minolta Corp,, Ramsey. 
N.J.). The Chromameter was calibrated using the standard 
white calibration plate supplied with the instrument, and 
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L*a*b color coordinates were used for all measurements. A 
target color of L==97.00- a=-2.00, and b=^0.00 was used as a 
reference standard for internal calculation of overall color 
devlauoo (Delu E) from that of the "ideal white mushroom" 
(Solomon. 1991), 5 

Experiments were structured in a randomized complete 
block design. Mean whiteness (L- value) and overall color 
chaQge (Delta E) values were internally calculated for each 
of the four replicates of each treatment on each day of 
evaluation, to give a total of four data points per treatment 10 
per day. L and Delta E values were analyzed using one-way 
ANOVA. and means were separated via Fisher's Protected 
Least-Significant-Difference, with StatView 512+ software 
(Brainpower. Inc.. Calabasas. Calif.). 

15 

Bacterial Analysis 

Wash treatments yielding the best color (highest L-value, 
lowest Delta E), initially and over a 9-day shelf life, were 
screened to determine effectiveness at controlling bacterial 
growth on the mushroom cap surface. Mushrooms were 
prepared and washed as in the sheff-life color experimems. 
and an additional 400 g of mushrooms were randomly 
sampled from each replicate of each freatment, for each day 
of analysis (03.6,9). ^5 

Each 400 g sample was randomly divided into two lots of 
approximately 200 g, one for total aerobic ptate count (APC) 
on Eugon agar (Difco Laboratories. Detroit, Mich.), and the 
other for colifoim count on violet red bile agar (VRBA) 
(Difco Laboratories. Detroit. Mich.). Each lot 30 
(approximately 200 g) was homogenized with 200 ml of 
0.1% peptone in a stsdls Waring blender for i minute, 
modifying the procedure of Simons (1994). Mushroom 
homogenate was serially diluted using 11 ml transfers, 
followed by 0.1 ml transfers onto duplicate spread plates 35 
containing Eugon agar or VRBA. The plates were incubated 
at 32° C. for 48 hours. 

Texture (Firmness) Measurements 

Texture was measured the day after washing, using a TA 
XT2 Texture Analyzer (Stable Micro Systems. Surrey, 
England) fitted with a conical probe. Penetration depth was 
set at 0.4 mm. Three readings were taken per mushroom cap. 
and results were displayed using Stable Micro Systems' 
XTRA software package. 

Canning and Freezing 

Washed mushrooms were prepared as canned and frozen 
products, to evaluate wash treatment effects on canned 50 
mushroom color and yield, and on frozen mushroom color. 
A 60 lb. (27.25 kg) sample of hybrid off-white (U-1) 
mushrooms was obtained from nomaal crops grown at the 
Mushroom Test Deraonsfration Facility (MTDF). the same 
morning on the day of washing. Mushrooms were selected 55 
from the 27.25 kg sample on the basis of size, niatunty 
(uDstretched veils) and freedom from disease, bruising and 
other major blemishes, and randomly assigned to three 
treatment lots of 4.5 kg each. 

One treatment lot served as a water-washed control, in 60 
which mushrooms were washed in 20° C. de ionized 
(reverse-osmosis) water for 90 seconds, at the ratio of 300 
g mushrooms per liter of wash solution. Mushrooms were 
gently agitated by hand. wiEh a stainless steel slotted spoon, 
30 limes per minute. The second treatment lot was washed 65 
in a 20* C. solution of 1000 ppm sodium meta-bisulfite for 
90 seconds, at the ratio of 300 g mushrooms per liter of 
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solution, and agitated as in the water confrol. Water and 
sulfite control mushrooms were transferred to a polyethylene 
colander after 30 seconds and then immediately placed back 
into the wash solution, to simulate the handling of mush- 
rooms in the two-stage wash experimental freatment lots. 

Experimental treatment mushrooms were washed for 30 
seconds in a 0-05M sodium bicarbonate solution, pre- 
adjusted to pH U.O with l.ON sodium hydroxide, at 25° C. 
After 30 seconds, mushrooms were immediately transferred 
to a 10° C. neufralizatiott wash solution of 6 g/1 erythorbic 
acid, 24 g/1 sodium erythorbate. and 1000 ppm caicium- 
disodium EDTA, at 10° C. and immersed for an additional 
60 seconds, for a total wash time of 90 seconds. In both wash 
stages, mushrooms were washed at the ratio of 300 g per liter 
of solution, and agitated by hand with a slotted stainless steel 
spoon, 30 times per minute, as in water and sulfite control 
treatments. 

All mushrooms were drained in polyethylene colanders 
for 5 minutes at room temperature, wifli five colanders of 
900 g each, on a fresh weight basis, for each of the three 
treatments. One colander from each freatment was randomly 
selected for immediate freezing. Mushrooms to be frozen 
were randomly separated into six lots of 150 g each, sealed 
in quart-size polyethylene freezer bags, and immediately 
placed in the walk-in freezer at -18° C. Color readings and 
bacterial counts were determined at 2. 4. 6, 8, 10, and 12 
weeks of frozen storage, using the procedures for fresh 
mushroom evaluation, except that color readings were col- 
lected both while the mushrooms were frozen and after 
thawing. 

The remaining four replicate colanders of 900 g mush- 
rooms from each freatment. were placed in '/e-size grocery 
bags, as for fresh mushrooms, and stored for 24 h at 12° C, 
in preparation for canning, simulating commercial practice. 
Each mushroom lot was blanched for 5 minutes in boiling 
water, using steam-jacketed stainless steel kettles, and pre- 
blanching and post- blanching weights were recorded. 

After blanching, the mushrooms were drained for 2 min- 
utes in a stainless steel colander, and drained weights were 
recorded. For each lot, drained mushrooms were placed into 
#211x212 cans. A 40-grain sodium chloride tablet was 
added to each can; cans were fiDed to the top with boiling tap 
water, and cans were closed using a Model 424-lES-OO 
Closmg Machine (American Can Co.. Greenwich. Conn.). 
Canned mushrooms were stored for 7 days at room 
temperature, cans were opened, and color (L-value and 
Delta E) and canning yield were determined, Canmng yield 
was calculated by draining each series of six cans for two 
minutes in a stainless steel colander, recording the final 
drained weight, and calculating percent yield on a fresh 
weight basis. A single color reading was taken for each 
mushroom, for 50 randomly- selected mushrooms per series 
of six cans. Color (L-value and Delta E) was internally 
averaged for each series of cans, for a total of four data 
points and 200 color readmgs per treatment. 

Tribasic Sodium Phosphate Trials 

In preliminary experiments* solutions of tribasic sodium 
phosphate (trisodium phosphate. TSP). were used to gener- 
ate a washwater pH of 11.0 or higher, as a one-stage wash 
or in combination with water or the enzymatic browning 
inhibitors erythorbic acid or sodium erythorbate, in a 
second-stage wash solution. 

Use of 10% TSP by itself, in a wash lasting 120 seconds, 
was destructive to mushroom pileal tissue, yielding a Day 0 
whiteness (L) value of 60 42. vs. 93.36 for a reverse-osmosis 
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water wash and 95.10 for a 1000 ppm sodium metabisulfite 
wash (Appendix Table 1). TSP-washed mushrooms were 
dark brow a in color and sUmy in texture, compared to the 
bright white, dry, firm sulfite control mushrooms. Reduction 
of mushroom exposure time toTSP from 120 seconds to 60 
seconds, followed by a reverse-osmosis- water wash of 60 
seconds dramatically improved color, giving a day-0. 
L-value of 80.22. 

Replacing water with a 2.25% sodium erythorbate solu- 
tion in the second- stage wash yielded a further improvement 
in color, to an initial (Day 0) L-value of 89.23. When 2.25% 
sodium erythorbate was replaced with an equal coo centra- 
uon of erythorbic acid, imtial whiteness was higher stiil, 
with a day-0. L-value of 90.71. lacreasing erythorbic acid 
concentration from 2.25% to 4.50% gave very little 
improvement in color through day 3, but on day 6, the 
increased erythorttic acid treatment was noticeably better, 
with an L-value of 89.50, versus 84.12 for the 2.25% 
erythorbic acid treatment. Reduction of TSP concentration 
from 10% to 5% in the treatments with water as the 
second-stage wash improved color on days 0, 3, and 6. 

None of the experimental treatments matched the white- 
ness of the sulfite and water controls through Day 3. but the 
two-stage treatment with 4.50% erythorbic acid as the 
second-stage wash was sigQificantly better than the water- 
washed control and not significantly different from the 
sutfite-washed control on Day 6. 

Development of a Two-Stage, High-pH/ 
Neutralization Wash Treatment 

Results of the trisodium phosphate wash trials indicated 
that the quality of mushrooms washed in basic-pH antibac- 
terial solutions could be improved by subsequent transfer to 
a neutralization solution of erythorbic acid and sodium 
erythorbate. Erythorbate soiutions acted as both an 
antioxidant, slowing the enzymatic browning reaction, and 
an acidulant, returning final mushroom pH to physiological 
range (approximately 6.5). thus minimizing tissue damage 
due to exposure to high pH. 

Solutions of 1%, 2%. 3%. and 4% total erythorbate were 
prepared, each at 4:1. 3:1. 1:1, and 1:3 erythorbic acid: 
sodium erythorbate ratios. Single 1%, 2%. 3% , and 4% 
erythorbic acid and sodium erythorbate solutions were also 
prepared, for a total 24 test soiutions. Solution pH was 
measured initially and after mixing with an equal volume of 
1% trisodium phosphate at pH 11.0. or with 0.05M sodium 
bicarbonate at pH 11.0. Results are given In Table 1. The 
buffering capacity of the TSP solution was greater than that 
of the sodium bicarbonate solution. Several 2%, 3%, and 4% 
erythorbic acid/sodium erythorbate combinations effectively 
acidified the sodium bicarbonate buffer to physiological pH. 
Only the most acidic (3:1 erythorbic acid: sodium 
erythorbate) 4% solution, and single 3% and 4% erythorbic 
acid solutions acidified the TSP solution to near physiologi- 
cal pH. 

Wash solution combinations yielding a final pH within or 
near the mushroom physiological range were screened in 
wash trials, to determine effectiveness at maintaining white- 
ness throughout a 9-day shetf life. Wash solutions were 
naaintained at room temperature (20** C). Mushrooms were 
inunersed in the pH 11.0; buffer for 120s, followed by 
munersion in the erythorbic acid/sodium erythorbate buffer 
for 60s. The TSP-washed mushrooms were not as white 
initially and did not maintain whiteness during storage as 
well as those washed m sodium bicarbonate (Appendix 
Table 3). 
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Mushrooms washed in the pH 11.0, 0.05M sodium bicar- 
bonate buffer, followed by the 0.8% erythorbic acid/3.2% 
sodium erythorbate buffer, were nearly as white initially 
(L=90.08) as those washed in the 10,000 ppm hydrogen 
5 peroxide/1000 ppm calcium-disodium EDTA treatment 
developed by McConneU (1991). (L=90,48). They were not 
as white initially as mushrooms washed in a 1000 ppm 
sodium metabisulfite solution (L=91,56), On day 3, 
however, the pH ILO/erythorbate- washed mushrooms were 
whiter (L=91.78) than either the suliite-treated mushrooms 
(L=91.00) or the peroxide-dipped mushrooms (L=90.89). 
The pH ILO/erythorbate mushrooms continued to be the 
whitest on day 6 and day 9, with the L-value difference 
between treatments increasing with time. The two-stage, pH 
11.0, 0.05M sodium bicarbonate/0.8% erythorbate+3.2% 
sodium erythorbate treatment was used as the reference 
standard for formula- and process-optimization 
experiments, with the goals of enhancing initial whiteness to 
equal or exceed that obtained by sulfite treatment, improving 
whiteness throughout shelf life, and minimizing ingredient 
usage. 

Addition of EDTA and CaQj to the 
Second-Stage Wash 

McConneU (1991) found that the addition of 1000 ppm 
calcium-disodium EDTA enhanced the performance of an 
antimicrobial, 10,000 ppm hydrogen peroxide wash 
solution, supporting the findings of Eagon ( 1984) and Shiba- 
sakl (1978), that EDTA enhances the effectiveness of anti- 
microbial agents. In addition. EDTA may inhibit enzymatic 
browning m mushrooms by sequestering copper, a tyrosi- 
nase cof actor (McCord and Kilara, 1983). 

The shelf life and quality benefits of adding calcium 
chloride to mushroom irrigation water have been extensively 
documented (Kukura. 1997, Miklus and Beelman, 1996. 
Simons, 1994. Solomon et al., 1991. Harden et al., 1990). 
Guthrie (1984) found that the addition of caldum chloride 
(10 mM) to Oxine antibacterial solutions enhanced the 
antibacterial effect and yielded firmer mushrooms. 

When 1000 ppm calcium-disodium EDTA and then 1000 
ppm calcium chloride were added to the erythorbic acid/ 
sodium erythorbate stage of the pH ILO/erythorbate wash 
treatment, there were significant improvements in mush- 
room whiteness, at p<0.05. The improvement in whiteness 
was also noticeable upon visual inspection. Results arc 
given in FIG. 1 and in Table 3. In the experiment summa- 
rized m FIG. L raushroonos were held in die pH-ll.O 
solution for 60 seconds, followed by 120 seconds in a 4% 
erythorbate solution. Table 3 represents a separate 
experiment, in which the pH-lLO wash was 30 seconds, 
followed by a 60-second wash in a 3% erythorbate solution. 
The color improvement due to calcium diloride was greater 
for the longer wash time, 120 seconds (HQ. 1), in the 4% 
erythorbate solution, vs. 60 seconds (Table 3) in the 3% 
erythorbate solution. It was subsequently shown, however, 
that the best overall performance was yielded by the 
30-second pH-U.O wash, followed by the 60-second, 3% 
erythorbate+1000 ppm EDTA+1000 ppm calcium chloride 
wash. 

Kulaira (1997) showed that mushrooms irrigated with tap 
water plus calcium chloride were more resistant to discol- 
oration in general, and especially discoloration due to 
bruising, than were mushrooms irrigated with tap water 
alone. For mushrooms subjected to bruising treatments, 
calcium-chloride irrigation was shown to strengthen ceil and 
vacuole membranes, preventing the leakage of polyphe- 
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noloxidase (PPO) substrates from tiie vacuole to the cyto- 
plasm and siirroundmg medium. Containment of PPO sub- 
strates in the vacuole prevents them from interacting with 
the enzyme, thus preventing enzymatic browning. Electron 
microscopy did not reveal the same structural difference 
between calcium-added and no-calcium treatments when 
calcium chloride was incorporated into the wash treatment 
Mushrooms in this study, however, were not subjected to 
bruising, and this may explain why the protective effect of 
calcium was not evident in the micrographs of washed- 
mushroom tissue. There was, however, an improvement in 
mushroom whiteness as a result of the addition of 1000 ppra 
calcium chloride to the second- stage wash soluUoa (FIG. 1. 
Table 3). 

Calcium chloride addition to the second-stage wash also 
affected bacterial populations. On day 0, plate counts were 
higher for calcium- treated mushrooms, vs. high-pH. 
no-calcium mushrooms, at p<0.05 (Table 4). By day 9. 
however, plate counts for high-pH. no-calcium mushrooms 
were significantly higher than counts for high-pH-pIus- 
caldum mushrooms. There was no signiJicant difference in 
plate count between the two high-pH treatments on day 3 
and day 6. 

Barden et al. (1990) found that bacterial counts were 
consistently lower for mushrooms with 0.5% calcium chlo- 
ride added to the irrigation water than for mushrooms with 
no calcium chloride added to the irrigation water. The day 9 
plate count results suggest that a similar relationship 
between calcium and bacterial growth exists at the end of the 
shelf life for mushrooms washed in high-pH solutions 
containing 0.1% calcium chloride. 

Solomon (1989) proposed that improvements in mush- 
room quality due to CaCU irrigation treatments were the 
result of surface accumulation of calcium, which reduced 
water activity and bacterial growth, and concomitantly 
increased surface light reflectance. This is supported by the 
data in Table 3, showing an increase in whiteness between 
day 0 and day 3, possibly the result of post-washing mois- 
mre loss. In the water-washed control mushrooms, the effect 
is likely negated by the greater increase in bacterial numbers 
between day 0 and day 3 (Table 4). 

The higher day 0 bacterial populations for the calcium 
chloride high-pH wash, vs. the no-added-calcium high-pH 
wash suggest that, at least initially, for high-pH-treated 
mushrooms, there are effects of calcium on bacterial growth 
unrelated to the reduction in water activity at the cap surface. 
Mendonca et al, 1994, concluded that the destruction of 
food- borne pathogens by high pH involves disruption of ihe 
cytoplasmic membrane. As Ferguson (19S4) and Miklus and 
Beelraan (1996) have suggested that calcium stabilizes 
biological membranes, it is possible that the 0-1% CaCU 
added to the high-pH wash protected both bacterial cell 
membranes and mushroom tissue membranes from damage 
due to high pH. In terms of bacterial survival and growth, 
however, this appears to be only an initial effect After day 
0, bacterial counts for calcium- washed mushrooms were 
found to be lower than or not significantly different from 
counts for mushrooms washed without calcium. It is pos- 
sible that, later in storage, the effect of calcium in lowering 
surface water activity predominates. 

Time and Temperature Effects 

Color 

Mushroom retention time in the wash solutions and 
temperatures of the wash solutions were examined, in order 
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to maximize mushroom quality. Changing the holding time 
in the pH 11.0 buffer from i20s to 60s and in the erythorbate 
solution from 60s to i20s, reversing the holding times for 
the two wash solutions, resulted in increased whiteness on 

3 days 6 and 9 of shelf life. In addition, the rate of discolora- 
tion was decreased for the mushrooms held for the shorter 
interval in the high-pH buffer and for the longer interval in 
the erythorbate solution. Halving the retention times to 30s 
in the high-pH buffer and 60s in the erythorbate buffer 

10 resulted in a further increase in whiteness (FIG. 2). but the 
rate of discoloration over time (slope of the L-value vs. 
storage time plot) was not changed from that of the 60s/ 120s 
treatment (FIG. 3) The rate of discoloration mcreased, 
however, when mushrooms were exposed to the high-pH 

15 solution for 120 seconds and only immersed in the neutral- 
ization wash for 60 seconds (T-10, FIG. 3). 

Temperature data are given in FIGS. 4 and 5. Optimum 
wash solution temperatures were 25° C. for the pH 11.0 
buffer and lO'* C. for the erythorbate buffer. Increasing the 

20 temperature of the high-pH buffer to 35° C. decreased 
whiteness after day 3 of storage, and inaeased the rate of 
discoloration. Decreasing the temperature of the high-pH 
buffer to 10° C. had a similar effect on mushroom color. 
Increasing the temperature of both solutions, with the hi^- 

25 pH buffer at 35° C. and the erythorbate buffer at 25" C. 
resulted in a still greater deterioration in color. AU high-pH/ 
erythorbate treatments, however, gave better quality than 
washing in either reverse-osmosis water at 10° C. or 1000 
ppra sodium metabisulfite at 10" C. All mushrooms were 

30 equilibrated to 4° C. in a waDc-in cooler prior to washing. 

Water Uptake 

Time and temperature parameters affected mushroom 
water uptake duiing washing (Table 5). Minimizing water 
uptake dunng washing is in^ortant to prevent mushrooms 
from having a waterlogged appearance. As expected, shorter 
wash times generally resulted in less water uptake, vs. 
longer wash times at the same solution temperatures. The 
relationship between ten^erature of the wash solutions and 
water uptake was less predictable. Increasing the tempera- 
ture of the high-pH wash solution from 10° C, to 25° C. 
decreased water uptake (Table 5, Treatment 3 vs. Treatment 
7). Further increasing the temperature to 35° C, however, 
resulted in an increase, rather than a further decrease, in 
water uptake (Table 5, Treatment 7 vs. Treatment 5). 

Increasing the temperature of the neutralization wash 
from 10° C. to 25° C, also increased water uptake (Table 5. 
Treatment 5 vs. Treatment 2). Oerall. the time-temperature 
combination yielding the lowest water uptake was a 25" C 
30 second hlgh-pH wash followed by a 10° C. 60 second 
neutralization wash. 

Texture 

55 Mushroom texture was evaluated, to determine the effects 
of water uptake and high pH upon -the firmness of mush- 
rooms. There was no significant difference in firmness 
between unwashed mushrooms, mushrooms washed in 
water or in sodium sulfite, and mushrooms treated with 

60 hydrogen peroxide/EDTA or with high-pH/neutralization 
washes (Table 6 ). 

First-Stage Wash Solution pH vs. Mushroom 
Quality 

65 The first-stage wash solution was designed to prevent the 
growth of bacteria, particularly pseudomonads. on the mush- 
room cap surface. First-stage wash solution buffers were 
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prepared at pH values of 11.0. 10.5, 10.0, 9.5, and 9.0, to 
determine the optimum pH, with overall mushroom quality 
die deciding criterion. All treatments used the 30s retention 
dme in the high-pH buffer at 25° C and the 60s retention 
tune in the erythorbate buffer at lO** C. shown to yield the 
highest quality and the least water uptake. A 0,6% erythorbic 
acid+2.4% sodium erythorbate+lOOO ppra EDTAMOOO 
ppm calcium chloride formula was used for all treatments. 
Results ate given ia FIGS- 6 and 7. 

Mushroom quality generally decreased with decreasing 
first-stage solution pH. The pH 10.5 and U.O formulations 
performed best. The pH 10.5 and U.O formulations were the 
best performers overall, yielding mushrooms as white as or 
whiter than those from other treatments on each day of 
evaluation, and having a slower rate of discoloration over 
time. 

The pH 9.5 and 10.0 performed as well as the pH 10.5 and 
U.O formulations initially (oa day 0). On day 3 and day 6. 
however, they yielded mushrooms that were less white than 
those from the higher-pH treatments. The pH 9.0-treated 
mushrooms were not as white initially as the other high-pH 
treated mushrooms, and they discolored at a more rapid rate 
than all but the reverse-osmosis water and sulfite control 
mushrooms. 

Suifite-trcated mushrooms were as white initially as those 
from the pH U.O, 10.0. and 9.5 treatments. They discolored 
at a much higher rate, however, and by day 3, they were not 
as white as the pH U.O, 10.0. and 9,5-treatcd mushrooms. 
By day 6. the pH 9.0- treated mushrooms were whiter than 
suifite-treaied mushrooms. Suifite-treated and water-washed 
mushrooms discolored at the same rate, but the suliite- 
treated mushrooms were whiter initially, and thus on each 
day of evaluation. 

Wash Solution Buffering Capacities vs. Mushroom 
Quality 

The poorer performaiice of TSP-based treatments, vs. 
sodium bicarbonate-based treatments, was attributed to 
insufficient neutralization (reacidification) of the mush- 
rooms by the erythorfj^e solution, due to the greater buff- 
ering capacity of the TSP solutions. Conversely, it was 
possible that the pH lO.O, 9.5. and 9.0-treated mushrooms 
were over acidified m the 3.0% erythorbate buffer. To exam- 
ine the effects of wash solution buffering capacity on mush- 
room quality, mushrooms were washed in first-stage high- 
pH buffers of varying sodium bicarbonate concentration, 
and in second- stage buffers of varying erythorbic acid/ 
sodium erythorbate coacentration. 

Sodium Bicarbonate Coacentration 

In the first experiment, the second-stage buffer remained 
constant. 0.6% erythorbic acid+2.4% sodium erytiiorbatfr^- 
1000 ppm EETA, while first-stage buffers of varymg sodium 
bicarbonate coacentration (0.05. 0.10, 0.25, and 0.5QM) 
were prepared. In aH treatments, the first-stage buffer was 
adjusted to pH 10.0. A pH of 10.0 was chosen, to determine 
whether a pH lO.O buffer of increased buffering capacity 
would maint^ whiteness as effectively as a pH U.O buffer 
of lower buffering capacity (included as a reference 
treatment). Results are given in FIGS. S and 9. 

Initial whiteness was ttve same for all treatments except 
the water control, which was less white than the rest On day 
3. the pH 10.0 treatments with higher sodium bicarbonate 
concentrations (0.01. 0.25. and 0.50M) were as white as the 
pH 11.0, 0.05M treatment. The 0.05M, pH lO.O treatment 
was not as white as the 0.05M, pH U.O treatment On day 
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6 . there were no differences in whiteness between any of the 
pH 10.0 treatments and the pH U.O treatment AU of the 
high-pH treatments were whiter than the sulfite and water 
controls. 

5 Increasing the buffering capacity of a lowcr-pH, first- 
stage wash solution was shown to inwove mushroom 
quality, but the effect was only seen in the middle of the 
storage period. On the first day of storage after washing and 
six days after washmg. there were no differences in white- 
ness between the pH U.O treatment and any of the pH 10.0 
treatments of varying sodium bicarbonate conccDtratioo. 

Erythorbic Acid/Na Erylhorbate Concentration 

^5 In this experiment, the first-stage buffer. 0.05M sodium 
bicarbonate atpH U.0» was tested in corabin^ion with three 
different second-stage buffers: 

1. 0.&% erythorbic acid+3.2% sodium erylhorbate+1000 
ppm EDTA (4% total erythorbate). 
20 2. OM erythorbic acid+2.4% sodium erythorbate^lOOO 
ppm EDTA (3% total erythorbate). 
3. 0.4% erythorbic acid-i-1.6% sodium erythorbate+lOOO 

ppm EDTA (2% total erythorbate). 
Results are given in FIGS. 10 and II. 
^ There was no difference in whiteness between mushrooms 
washed in tiie three erythorbate solutions, on any of me days 
(03.6.9) of evaluation. Sulfite control mushrooms were as 
white as the experiraentaliy treated mushrooms initially (day 
0), but were less white on days 3 and 6. Oa day 9. the 3% 
and 4% erythort)ate-treated mushrooms were still whiter 
than the sulfite-treated mushrooms. Mushrooms treated with 
2% erythorbate were not whiter, at p<0.05. than sulfite- 
treated mushrooms, on day 9. 

Hydrogen peroxide/El>rA-washed mushrooms not as 
white initlaUy as mushrooms washed in sulfite or in the pH 
11,0/3% erythorbate treatment. They were, however, as 
white as those washed in water. pH U.O/2% erythorbate, or 
pH U.D/4% erythorbate. On days 3, 6, and 9, the hydrogen 
peroxide/EDT.A. treatment performed as well as the 2%, 3%. 
^ and 4% erythorbate treatments. The rate of discoloration 
(slope of the L-vaiue vs. storage-time plot) was not different, 
at p<0.05, from that of the high-pH/erythorbate-treated 
mushrooms. Sulfite-treated mushrooms discolored at a faster 
rate than all of the other treatments. 

In summary, the hi^-pH treatment with the 3% erylhor- 
bate second- stage wash perfocmed best, yielding mush- 
rooms as white as or whiter than those from ali other 
treatments on all four days of evaluation, 

50 Effect of High-pH Treatment on Bacterial Growth 

It has been shown in testing to date ffiat, in general, the 
performance of a two-stage, high-pH buffer/erythorbate 
buffer preservative wash treatment increased as the pH of the 

55 first- stage buffer increased, as measured by mushroom 
whiteness. In addition to the inhibition of enzymatic brown- 
ing by erythorbic acid, sodium erythorbate, and EDTA in the 
second-stage buffer, there is an improvement in mushroom 
sheff life and quality as a result of exposure to hi^ pH in the 

^ first stage of washing. It was hypothesized that this positive 
effect of high pH on mushroom quality may be due to 
destruction of spoilage bacteria on the mushroom cap sur- 
face. 

To assess the antinucrobial effect of the high-pH treat- 
65 menl of fresh mushrooms, aerobic plate counts were deter- 
mined for four treatments: 

1. Reverse-osmosis water. 20* C. 90s 
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2 , 1000 ppm sodium mctabisulfite, 20* C. 90s 
3. 10 000 ppm hydrogen peroxide+lOOO ppm EDTA. 20" 
C. 90s 

4. 0.05M sodium bicarbonate at pH XLO. 25° C, 30s/ 
0.6% erythorbic add +2,4% sodium erythorbate+lOOO 
ppm EDTA. 10° C 60s. Results are given in FIG. 12. 
Note that the statistical groupings differeatiatc between 
treatments within a single day of evaluation, and do not 
indicate differences in bactexial populations over time 
for a single treatment. 
Initially and on all three subsequent days of evaluation, 
the high-pH and the hydrogen peroxide treatments yielded 
lower bacterial populations than did the sulfite and the water 
control treatments. For all four treatments, bacterial popu- 
lations increased steadily over time. On day 0. populations 
were 2.20x10* CFU/g for the high-pH treatment, 2.34x10** 
CFU/g for the hydrogen peroxide treatment. 5.00x10* 
CFU/g for the water control, and 5.33x10* CFU/g for the 
sulfite treatment On day 6. bacterial numbers for the water 
and sulfite controls reached 7.20x10^ and 9.78x10* CFU/g. 
respectively, while the high-pH and hydrogen peroxide 
treatments had populations of 1.57x10^ and 2.34x10^ CFU/ 

^ The high-pH treatment was as effective as hydrc^en- 
pero?ade washing at controlling bacterial growth on washed 
mushrooms. Both yielded lower bacterial populations than 
did sulfite treatment or water washing. 

Time and Temperature Effects 

Wash solutioD temperatures and mushroom retention 
times in wash solutions were shown to affect mushroom 
quality throughout shelf life. These parameters were also 
investigated microbiologically, to determine their effects on 
mushroom bacterial populations. The same high-pH treat- 
ments were evaluated as for the overall quality experiment: 

1. Reverse-osmosis water, 20* C. 90s 

2. pH 11.0. 25° C. 30s/3% erythorbate, 10^ C. 60s 

3. pH 11.0, 10° C, 30s/3% erythorbate, 10° C. 60s 

4. pH 11.0, 25° C. 60s/3^o erythorbate. 10° C-. 120s 

5. pH 11-0, 10° C. 60s/3% erythorbate. 10° C. 120s, 
Aerobic plate counts were recorded on days 0, 3. and 6. 
Results are given in FIG. 13. 

On aU three days, bacterial populations were lower for the 
high-pH treatments, vs. the water control. On day 0. the 25° 
C710° C. treatment with the 90s total retention time yielded 
lower bacterial populations than did the high-pH treatments 
with the other time/temperature combinations. This treat- 
ment also yielded the best sheif-Ufe quality. 

On day 3. the 25° C./10° C. treatments at both retention 
times yielded lower bacterial populations than did the other 
treatments. On Day 6. the 25° C710° C. 90s treamient still 
resulted in lower bacterial populations than did all of the 
other treatments. The longer-retention time treatments, at 
both temperature combinations, yielded the next-lowest 
bactenal populations, while the 10° C./10° C, 90s treatment 
gave the highest bacterial population of he high-pH treat- 
ments. 

These results, with a greater bacteria 3dU occurring at 25° 
C. than at 10'' C. confirm the findings of Raynor (1997). Teo 
et aL (1995), and Catalano and Knabel (1994), that the 
antibacterial effectiveness of a high-pH solutiOD is 
temperature-dependent. Exposure time was also an influ- 
encing factor, and there was a time-temperature interaction. 
On day 0 and day 6. the 25° C. treatment at 90s total wash 
time yielded lower bacterial numbers than did the same 
treatmeni al IfvOs total wash time. This may have lieen due 
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to a decrease in water uptake and a resultant increased rate 
of drying, leaving less surface water available to support 
bacterial growth. At the lower temperature, where bacterial 
destruction occuued more slowly, the longer wash time (60s 
5 in the pH U.O wash) resulted in lower bacterial numbers, on 
day 6, than did the shorter wash time (30s in the pH 11.0 
wash). (HG. 13). 

Performance of Optimal High-pH Treatment vs. 
,0 Sulfite and Hydrogen Peroxide Treatments 

Sulfite treatment, though banned coramercially from use 
on fresh mushrooms, was still the benchmark, in testing to 
date, for initial mushroom whiteness. Sulfite treatment pro- 
duced bright, extremely white mushrooms initially. As 
sulfite treatment does not prevent bacterial growth 
(McConnell, 1991), the whiteness yielded by sulfite treat- 
ment is short-lived. Sulfitc-freated mushroom quality dete- 
riorated markedly by day 3 (FIG, 14), and dark, sunken 
lesions appeared by day 6, 

The hydrogen peroxide/EDTA treatment developed by 
McConnell (1991). improved shelf-life quality of fresh 
mushrooms drastically, compared to sulfite treatment On 
days 3, 6, and 9, the peroxide -treated mushrooms were 
^ whiter than sulfite-treated mushrooms, and, until day 9, were 
free of sunken bacterial lesions. On day 9, the lesions were 
smaller and, by visual inspection, covered less of the mush- 
room cap surface than those on the sulfite-treated mush- 
rooms. In addition, peroxide- treated mushrooms had a dryer 
cap surface, vs. sulfite-treated mushrooms, in the later stages 
(after day 3) of shelf life. Initially, however, sulfite-treated 
mushrooms are still noticeably whiter than those freated 
with hydrogen peroxide and EDTA, both by visual inspec- 
tion and by reflectance colorimetry. 
35 In terms of performance, the ideal mushroom preservative 
treatment (barring a thecH-etical one of infinite whiteness and 
shelf Iffe) would yield an initial whiteness equal to or greater 
than that achieved by sulfite treatment, and would maintain 
whiteness throughout shelf life at least as effectively as 
40 treatment with hydrogen peroxide and EDTA. The optimal 
high-pH treatment (0.05M sodium bicarbonate at pH U.O, 
25° C, 30s/0.6% erythorbic acid+2.4% sodium erythorbate+ 
1000 ppm EDTA-l-1000 ppra calcium chloride, 10° C, 60s) 
was evaluated for overall performance vs. sulfite treatment 
45 and hydrogen peroxide/EDTA treatment. L-value 
(whiteness) measurements and visual observations were 
recorded on days 0, 3, 6, and 9, and results are shown in 
FIGS. 14 and 15. 

On day 0, the high-pH freatment yielded the highest 
50 numerical whiteness value, with a 6-replicate average of 
L=92.32, though this was not different (p<0,05) from the 
sulfite treatment mean of L=91,96. The peroxide-treated 
mushrooms were less white, at 1^89.97. On day 3, the 
high-ph-treated mushrooms were whiter than the peroxide- 
55 treated mushrooms, which were whiter than the sulfite- 
treated mushrooms- On days 6 and 9 the high-pH and 
peroxide treatments were equally effective, and both out- 
performed sulfite treatment by more than lOL- value units. 
The sulfite-treated mushrooms were visibly slimy and had 
60 sunken lesions by day 6, By day 9, the lesions were dark 
brown to black and covered most or ail of the mushroom cap 
surfaces. The peroxide- and high-pH-treated mushrooms 
were free of blotch discoloration and sunken lesions through 
day 6, and showed only mild purple to light tan blotches over 
65 part of the cap surface on day 9. On day 6. there was some 
browning visible on the underside of the cap and on the cut 
end of the sinpe, becoming slightly darker by day 9, The rate 



5,919,507 



17 

of discoloration was not different, at p<0.05, for tiic high-pH 
and hydrogen peroxide treatments, whereas suifite -treated 
mushrooms discolored much more rapidiy over the 9-day 
sheif life. 

la summary, the high-pH treatment yielded mushrooms of ^ 
equal or higher quality, vs, the sulfite aad hydrogCQ peroxide 
treatments, on each day of evaluation. Initiai performance 
matched that of sulfites, and performance at the end of shelf 
life. OQ days 6 and 9. matched that of the hydrogen peroxide/ 
EDTA wash. Between day 0 and day 6. when fresh mush- 
rooms are typically displayed for retail sale, the high-pH 
treated mushrooms were of higher quality than both suifite- 
treated and peroxide-washed mushrooms, based on day-3 
data. 

13 

Applications in Canning and Rreezing 

Though consumption of canned mushrooms is declining, 
canning remains economically important to the mushroom 
industry. With the beneficial efi'ect of high-pH treatment on 
the quality and shelf life of fresh mushrooms, it was inves- 
tigated whether there was a siraiistf benefit to high-pH 
treatment of mushrooms prior to canning or freezing. 

Canning , 

Mushrooms are commonly washed and stored for 1-2 
days before canamg, to improve yield (Beelmac, 1997). The 
longer mushrooms are stored, the greater the yield in^rove- 
ment (Beelraan. 1997); however, color declines. Therefore, 
canners sometmies wash mushrooms in sulfites to prevent 30 
browning. Thus, Jt was determined whether washing mush- 
rooms in the high pH/neutralization wash would yield color 
as good as or better than that of a sulfite treatment, while stUi 
providing the yield benefit of washing and holding. 

Canned mushrooms were washed in reverse-osmosis ^5 
water, a sulfite solution, or the high-pH/erythorbate solu- 
tions prior to biancJiiflg. caaiung, and thermal processing. 
Mushrooms were stored at room tcn^erature and cans were 
opened after 7 days, to evaluate color and yield. Color 
results are given in Table 7. High-pH mushrooms were 40 
significantly whiter than sulfite-treated mushrooms (by a 
difference of approximately 3 L-value points), which were 
significantly whiter than the water-washed mushrooms. 

Yield was calculated as a percentage of fresh weight. 
Results are given in Table 8. Sulfite treatment and high-pH 
treatment resulted in similar yields (65,70% and 65.53%, 
respectively), while water washing resulted in a slightly, but 
significantly, lower yield of 64.85%. 

Since the high-pH wash protected the mushrooms firom 
browning during storage better than sulfites, these mush- 
rooms could perhaps have been stored longer pricr to 
canning to result in even greater canned product yield 
widiout sacrificing color. 

Rreezing 

Frozen mushroom color was evaluated at 2. 4, 6. and 8 
weeks after freezing, and coliform and total aerobic plate 
counts were determined. Frozen mushrooms pre-treated 
with the high-pH/erythorbate wash were much whiter than go 
mushrooms pre-washed in water or in 1000 ppm sodium 
raetabisuifite, 2, 4, 6. and 8 weeks after washing and 
freezing. Frozen mushroom color results are given in FIG. 
16. 

Bacterial growth on frozen mushrooms was reduced by 65 
high-pH pre-treatment (FIG, 17). After six weelcs of frozen 
storage, aerobic pjate counts on sulfite- washed mushroomiS 
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were higher than those on water-washed mushrooms, but on 
aU four weeks of evaluation, plate counts were lowest for the 
high pH-washed mushrooms. Coliform counts were<10 
CFU/g through 8 weeks of frozen storage for the high-pH 
treatment. They were similar for water-washed mushrooms, 
but were as high as 375 CFU/g for suifite-washed mush- 
rooms (Table 9). 

CONCLUSIONS 

A two-stage wash treatment consisting of a 0.05M sodium 
bicarbonate buffer at pH 10.5-11.0 in the first stage, fol- 
lowed by a neutralization solution containing 0.6% erythor- 
bic acid, 2.4% sodium erythorbate. IGOO ppra EDTA, and 
1000 ppm calcium chloride in the second stage is very 
effecuve at improving shelf life and quality of fresh and 
processed white mushrooms {Agarlcus bisporus).This treat- 
ment equals the initial whiteness achieved by iulfile 
treatment, while controlling bacterial growth, preventing 
blotch and lesion formation, and improving sheif life aad 
storage quality as effectively as or better than wash treat- 
ments incorporating hydrogen peroxide and EDTA. 

Wash solution temperatures and mushroom holding times 
lu wash solutions affect the performance of the high-pH/ 
erythorbate treatment. A retention time of 30 seconds in a pH 
10.5-11.0 first-stage buffer at 25* C, followed by 60 sec- 
onds in a 3% erythorbate solution at 10^ C. were determined 
to be optimal processing conditions. The treatment was 
found to be robust, however, and was effective over a range 
of temperatures, holding times, and even wash solution 
in^edient concentrations. The pH of the first-stage wash 
solution could be reduced to 9.5-10.0 without serious det- 
riment to perforraance, particularly if the buffering capacity 
(sodium bicarbonate concentration) is increased. Similarly, 
the erythorbic acid concentration could be reduced to as low 
as 0.4% and sodium erythorbate concentration as low as 
1.6% (retaining the 1:4 erythorbic acid: sodium erythorbate 
ratio) in the second-stage wash. 

The addition of 1000 ppm EDTA and 1000 ppm calcium 
chloride to the second-stage wash solution enhanced the 
performance of the treatment, with each ingredient resulting 
in an improvement in mushroom color. EDTA functions to 
chelate copper, a cofactor of polyphenol oxidase, the brown- 
ing enzyme in mushrooms. It has also been shown to 
enhance the performance of antimicrobials. Calcium chlo- 
ride may function by increasing solute concentration at the 
mushroom cap surface, making less water available to 
bacteria and increasing surface light reflectance (whiteness). 
In addition, it may in^)rove vacuolar membrane integrity, 
making the mushroom tissue more resistant to bruising aad 
senescence. 

The high pH of the first-stage wash is dcsigaed to destroy 
bacteria on the mushroom cap surface, particularly the 
phytopathogenic fluorescent pseudomonads. which cause 
blotches and lesions. Erythorbic acid and sodium 
erythorbate, in addition to returning mushroom pH to physi- 
ological range, act as antioxidants, inhibiting enzymatic 
browning. 

In addition to effectively improving the quality and shelf 
life of fresh mushrooms, high-pH/erythorbate treatment is 
useful as a pretreatment to improve the color of canned and 
frozen mushrooms. 



5,919,507 
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TABLE 1 



TABLE 4 



Neutralization Solution Fonnulatiotis and pH Readings 



SoluttOQ 



1% Sodium Erythotbate 
2% Sodium Eryihorbate 
3% Sodium Erythorbate 
4% Sodium Erythorbate 
1-4 E A..Na Erythorbate 
1-3 E.A..Na Erythorbate 
I 1 E.A .Na Eiyttorbate 
3.1E A..Na Eiytborbatc 
1:4 E.A Na Erythorbate 
1 3 E.A..Na Erythorbate 
1:1 E.A..Na Erythotbate 
3:1 E.AJ^^a Erythorbate 
1:4 E.A..Na Erythorbate 
1.3 E A. Na Erythoibate 
l.l EA. Na Erythoibate 
3:1 E.A..Na Erythoibate 
1 4 E A .Na Erythorbate 
1:3 E A Na Erythoibate 
1 1 E.A..Na Erythorbate 
3 1 E.A Na Erythorbate 
1% Eiythorbic Acid 
2% Eiythorbic Acid 
3% Erythorbic Acid 
49b Erythorbic Acid 







pH with 


pH with 


% 




Equal \bl. 


Equal 


Total 


iQilial 


NaHCOa 


pH TSP @ 


SoltJtc 


pH 


9) pH 11 0 


pH 110 




8 35 


10 75 


11.13 




8.31 


10 56 


1106 




8.31 


10 52 


1099 




829 


10.45 


1096 




5 18 


10 42 


11.09 




5 01 


10 13 


10 85 




3 37 


960 


1070 




3 39 


8 82 


10.58 


2 


502 


10 34 


1102 


2 


4 85 


1006 


10 88 


2 


4 17 


7 02 


10 68 


2 


3 43 


5.72 


969 


3 


4 53 


6 91 


10 71 


3 


446 


6 83 


10 49 


3 


420 


599 


9 85 


3 


398 


500 


830 


4 


498 


7 28 


10 66 


4 


4 82 


698 


10 53 


4 


429 


525 


830 


4 


369 


460 


760 


1 


2 72 


673 


10 49 


2 


264 


5 59 


934 


3 


235 


3 82 


7 48 


4 


2.53 


368 


7 12 



Infiueice of calcium chlonde addisi to the secoud-stage wash 
solution on the bacterial populalion of fresh mushrpoias 



I>ay 0 



Day 3 



Day 6 



Day 9 



Water CoegoI 3 4 x lO^a 1 66 x lO'a 7 S6 x 10"a 3 38 x 10*a 
pHUOnoCa 207 xlO*c 2 09 xlO^ 1 54 x 10»b 104 x 10»b 
pH U 0 4- Ca 2.31 x lO^b 2 20 x lO'b 1.33 x 10«b 1 45 x I0»c 

WithiQ each day of evaluatioa, uxsds followed by the same letter arc not 
significantly different (P < 0 05). 



E A = Erythorbic acid. Na Erythorbate ■- 
Sodium Phosphate 



Sodium Erythorbate TSP = Tnbasic 



TABLE 5 



Effect of temperatures of wash solutioDS 
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Water- 






Wej^ht 


Treatment 


Gam (%) 


1. 


pH 11 0, 10* C, 60 seconds/tKutralization, 10° 


11.30 (A) 




120 seconds 




25 2 


pH 11 0, 35° C , 30 scctaids/Dfiutralization, 25° C, 


10 22 (B) 




60 seconds 




3 


pH 11 0, 10" C. 30 seconds/oeutralizatton, lO" 


996(B) 




60 seconds 




4 


R 0 Water; 10° C , 180 seconds 


950 (BC) 


5 


pH 11.0, 35" C 30 secoods/nci^izattoQ, 10° C , 


8.75 (C) 




60 seconds 





TABLE 2 

Chemicals Used in the Mushroom Wash Treatments and Their Sources 
Calcitmnlisodium £DT\ (Veisene ® CA) food grade The Dow Chemical Co., Midland. MI 



Calcium chlonde, dihydrale (Dow Hake «>) 
Erythorbic acid, FCC fine granular 
Hydrogen peroxide, 35% 
Sodium bicarbonaie, anhydrous. Certified ACS 
Sodium carbonate, anhydrous. Certified ACS 
Sodium eiythorbate, FCC granular 
Sodium hydroxide. Certified ACS 
Sodium sulfite, anhydrous;. Certified ACS 



The Dow Chemical Co , Midland, MI 
Pfizer, inc . New York, KY 
Fisher Scioattfic, Inc., Fair Lawn, NJ 
Fisher Scientific, Inc., Fair Lawn, NJ 
Fisher Sacatific, Inc , Fair Lawn, NJ 
Pfizer, lac. New York, NY 
Fisher Scientific, Inc., Fair Lawn, NJ 
Fisher Scientific, Inc , Fair Lawn, NJ 



TABLE 3 



L-value 



TABLE 5-continued 



Effect of temperatures of wash soluuons 
and boldmg tunes on water uptake of mushrooms 



InfiueDce of calcium chlonde added lo the second-stage wash 
solutioQ on the color of hybrid off-whitc mushroom*. 



Water- 
Weight 
Gain (%■ 



R.O Water, 10° C, 90 seconds 8.25 (CD) 

pH 11 0, 25" C, 30 seconds/neutralization, 10" C, 7.65 (D) 
60 seconds 



Treatment 



Day 0 Day 3 Day 6 



Water Coitfrol 92.61b 
pHU.OnoCa 9355a 
pH U 0 + Ca 94 22a 



91.68c 
94.58b 
95 09a 



36.43b 
92.57a 
92 88a 



Day 9 



32 83c 

89 06b 

90 69a 



TABLE 6 



Influence of Wash Treatment Upon the Tex ture of Fresh Mushiooms 



TrcatiDcnt 



(Kg) 



0 572 (A) 
0 570 (A) 



